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Specifications(48T/96T) Storage
Manual Washing
Discard the solution in the plate without touching the side walls. Clap the plate on absorbent filter papers or other absorbent material. Fill each well completely with 350ulwash buffer and soak for 1 to 2 minutes, then aspirate contents from the plate, and clap the plate on absorbent filter papers or other absorbent material. Repeat this procedure two more times for a total of THREE washes.
Automated Washing
Aspirate all wells, then wash plate THREE times with 350ul wash buffer. After the final wash, invert plate, and clap the plate on absorbent filter papers or other absorbent material. It is recommended that the washer be set for a soaking time of 1 minute.
Sample Collection and Storage
Isolate the test samples soon after collecting, then, analyze immediately (within 2 hours). Or aliquot and store at -20°C for long term. Avoid multiple freeze-thaw cycles.
 Serum: Allow samples to clot for 2 hours at room temperature or overnight at 4°C before centrifugation for 20 minutes at approximately 1000×g. Collect the supernatant and carry out the assay immediately. Blood collection tubes should be disposable, non-pyrogenic, and non-endotoxin.
 Plasma: Collect plasma using EDTA-Na2 as an anticoagulant. Centrifuge samples for 15 minutes at 1000×g at 2 -8°C within 30 minutes of collection. Collect the supernatant and carry out the assay immediately. Avoid hemolysis, high cholesterol samples.
 Tissue homogenates: For general information, hemolysis blood may affect the result, so you should rinse the tissues with ice-cold PBS (0.01M, pH=7.4) to remove excess blood thoroughly. Tissue pieces should be weighed and then minced to small pieces which will be homogenized in PBS (the volume depends on the weight of the tissue. 9mL PBS would be appropriate to 1 gram tissue pieces. Some protease inhibitor is recommended to add into the PBS.) with a glass homogenizer on ice. To further break the cells, you can sonicate the suspension with an ultrasonic cell disrupter or subject it to freeze-thaw cycles. The homogenates are then centrifugated for 5minutes at 5000×g to get the supernate. 
Sample Dilution Guideline
End user should estimate the concentration of the target protein in the test sample first, and select a proper dilution factor to make the diluted target protein concentration falls the opti mal detection range of the kit. Dilute the sample with the provided dilution buffer, and several trials may be necessary in practice. The test sample must be well mixed with the dilution buffer. And also standard curves and sample should be make in pre-experiment. 
Reagent Preparation and Storage
Bring all reagents to room temperature before use.
1, Wash Buffer:
Dilute 30mL of Concentrated Wash Buffer into 750 mL of Wash Buffer with deionized or distilled water. Put unused solution back at 4°C . If crystals have formed in the concentrate, you can warm it with 40°C water bath (Heating temperature should not exceed 50°C ) and mix it gently until the crystals have completely dissolved. The solution should be cooled to room temperature before use.
2, Standard:
1) 1000ng/ml of standard solution: Add 1 ml of Sample / Standard dilution buffer into one Standard tube, keep the tube at room temperature for 10 min and mix thoroughly.
2) 500ng/ml→15.63ng/ml of standard solutions: Label 6 Eppendorf tubes with 500ng/ml, 250ng/ml, 125ng/ml, 62.5ng/ml, 31.25ng/ml, 15.63ng/ml, respectively. Aliquot 0.3 ml of the Sample / Standard dilution buffer into each tube. Add 0.3 ml of the above 1000ng/ml standard solution into 1st tube and mix thoroughly. Transfer 0.3 ml from 1st tube to 2nd tube and mix thoroughly. Transfer 0.3 ml from 2nd tube to 3rd tube and mix thoroughly, and so on. 
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Note: The standard solutions are best used within 2 hours. The standard solution should be at 4°C for up to12 hours. Or store at -20 °C for up to 48 hours. Avoid repeated freeze-thaw cycles.
Preparation of Biotin-detection antibody working solution
prepare within 1 hour before the experiment. 
Assay Procedure
Before adding to wells, equilibrate the SABC working solution and TMB substrate for at least 30 min at 37 °C . When diluting samples and reagents, they must be mixed completely and evenly. It is recommend to plot a standard curve for each test. 
Calculation of results
Average the duplicate readings for each standard and samples. Create a standard curve by plotting the mean OD Value for each standard on the y-axis or x-axis against the concentration on the x-axis or y-axis and draw a best fit curve through the points on the graph. It is recommended to use some professional software to do this calculation, such as curve expert 1.3 or 1.4. In the software interface, a best fitting equation of standard curve will be calculated using OD Value and concentrations of standard sample. The software will calculate the concentration of samples after entering the OD Value of samples. Also, you can enter the corresponding fitting equation and OD Value of samples into Excel to get the concentration of samples. If samples have been diluted, the concentration calculated from the standard curve must be multiplied by the dilution factor. If the OD of the sample surpasses the upper limit of the standard curve, you should re-test it after appropriate dilution. The actual concentration is the calculated concentration multiplied dilution factor. Recommended to use professional software curve expert to 1.3,for details, please visit: www.fn-test.com.
Summary
1. Wash plate 2 times before adding standard, sample and control (zero) wells! 2. Add 50μL standard or sample to each well.
3. Immediately add 50μL Biotin-detection antibody to each well.
Typical Data & Standard Curve
Results of a typical standard run of a ATP ELISA Kit are shown below. This standard curve was generated at our lab for demonstration purpose only. 
Specificity
This assay has high sensitivity and excellent specificity for detection of ATP . No significant cross-reactivity or interference between ATP and analogues was observed.
Note: Limited by current skills and knowledge, it is impossible for us to complete the crossreactivity detection between ATP and all the analogues, therefore, cross reaction may still exist.
Recovery
Matrices listed below were spiked with certain level of ATP and the recovery rates were calculated by comparing the measured value to the expected amount of ATP in samples. 
Precision
Intra-assay Precision (Precision within an assay): 3 samples with low, middle and high level ATP were tested 20 times on one plate, respectively.
Inter-assay Precision (Precision between assays): 3 samples with low, middle and high level ATP were tested on 3 different plates, 8 replicates in each plate.
CV (%) = SD/meanX100
Intra-Assay: CV<8%
Inter-Assay: CV<10%
Instruction manual
Wuhan Fine Biological Technology Co.,Ltd. 
Stability
The stability of ELISA kit is determined by the loss rate of activity. The loss rate of this kit is less than 10% within the expiration date under appropriate storage condition.
Standard (n=5) 37°C for 1 month 4°C for 6 months Average(%) 80 95-100
To minimize extra influence on the performance, operation procedures and lab conditions, especially room temperature, air humidity, incubator temperature should be strictly controlled. It is also strongly suggested that the whole assay is performed by the same operator from the beginning to the end.
